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initiated prior to differentiation of the retina into its neuronal
and glial cell types prevents retinal differentiation and the cells
of the retina are maintained in a proliferative state as indicated
by PCNA and BrdU labeling. Similar inhibition of GSK3aˆ after
initial differentiation of the retina results in gross expansion of
the stem cell niche at the retinal periphery. In contrast,
inhibition of the Wnt cascade with dominant-negative TCF3,
preventing Wnt-mediated gene expression, results in depletion
of the stem cell niche and differentiation of the retina. Wnt2b is
broadly expressed in the retina when the progenitor cells are
proliferative but becomes restricted to expression in the retinal
margin after differentiation of the retina. We therefore propose
that Wnt signaling, likely mediated at least in part through
Wnt2b, is necessary for maintaining retinal progenitors in a
proliferative state both during initial development and within
the retinal stem cell niche.
doi:10.1016/j.ydbio.2006.04.100
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Retina regeneration requires crosstalk between FGF and
hedgehog pathways
Jason R. Spence, Mayur Madhavan, Juan-Carlos Aycinena,
Katia Del Rio-Tsonis
Miami University, Oxford, OH, USA
The embryonic chick has the remarkable capacity to
regenerate a retina complete with all of the layers after it has
been completely removed. We have previously shown that
stem/progenitor cells present in the ciliary body (CB) of the
eye proliferate and give rise to a fully differentiated retina, and
that this regeneration can be stimulated independently by
fibroblast growth factor 2 (FGF2) or Sonic hedgehog (Shh). In
our current study, we show that both FGF2 and Shh signaling
are required during regeneration. If the FGF pathway is
inhibited with the FGF receptor (FGFR) antagonist,
PD173074, regeneration stimulated by Shh is inhibited.
Likewise, if the Hedgehog (Hh) pathway is inhibited with
KAAD, regeneration stimulated by FGF2 is inhibited. To
further characterize this relationship, we examined the early
signaling events in the ciliary body/ciliary marginal zone (CB/
CMZ). We found that both FGF2 and Shh are able to induce a
robust phosphorylation of the mitogen-activated protein kinase
(MAPK) extracellular signal-regulated kinase (ERK). Inhibi-
tion of either pathway led to a decrease in ERK phosphory-
lation. We show that both FGF and Hedgehog (Hh) signaling
are required for cell proliferation and cell survival, but only the
Hh pathway is required for maintenance of progenitor cell
identity in the CB/CMZ. Finally, we show evidence that
regeneration from the CB/CMZ in the embryonic chick
requires basal levels of both FGF2 and Shh, and that both
factors work through a common mechanism to stimulate retina
regeneration.
doi:10.1016/j.ydbio.2006.04.101
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Light-induced photoreceptor degeneration in wild-type
pigmented zebrafish
Sonya E. Craig, Alexandra Calinescu, Erica Dawsey,
Peter F. Hitchcock
University of Michigan, Ann Arbor, MI, USA
The retinas of teleost fish contain stem cells with the
capacity to regenerate all retinal neurons or selectively
regenerate photoreceptors if only photoreceptors die. This
capacity makes the teleost retina an excellent model for
studying neuronal and photoreceptor regeneration. We
hypothesize that one source of the regenerative molecules
in the retina are dying photoreceptor cells. To address our
hypothesis, we modified a light lesioning paradigm devel-
oped in albino zebrafish, to specifically induce photoreceptor
degeneration in adult wild-type zebrafish. Light lesioning
will be coupled with laser capture microdissection of the
degenerating photoreceptors and microarray analysis of the
isolated transcripts. To characterize the nature and time
course of the injury, we evaluated changes in cell and
process specific markers. We observe a decrease in
photoreceptor specific immunoreactivity within 48 h of
treatment, suggesting photoreceptor degeneration. A con-
comitant increase in the number of cells undergoing
apoptosis is also observed. Remarkably, proliferation of
putative stem and/or progenitor cells within the retina is
observed after as little as 6 h of light exposure. This
lesioning paradigm combined with laser capture microdis-
section and microarray analysis will allow us to identify the
molecular cues that regulate regeneration in the zebrafish
retina.
doi:10.1016/j.ydbio.2006.04.102
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Expression of midkine A and B in the zebrafish retina
Anda-Alexandra Calinescu, Peter F. Hitchcock
University of Michigan, Ann Arbor, MI, USA
Unlike mammals, teleost fish have the ability to regenerate
retinal neurons. Intrinsic stem cells or Mueller glia residing in
the inner nuclear layer (INL) are cellular sources of
regenerated neurons. The molecules that initiate regeneration
are still unknown. In order to identify injury-induced signaling
molecules, a light lesioning paradigm to selectively kill
photoreceptors in the zebrafish retina was combined with
oligonucleotide gene chips. This analysis revealed several
known growth factors upregulated in lesioned retinas (Hitch-
cock et al., unpublished observations). One of these factors is
midkine B. The zebrafish genome encodes two midkines: A
and B (mdkA, mdkB). To begin to understand the function of
the two midkines, the cellular expression of these genes was
analyzed by situ hybridization in developing, mature, and
injured retinas. This analysis showed that at 30 h post-
fertilization (hpf) mdkA is expressed in cells of the retinal
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neuroepithelium bordering the iris. At 120 hpf, mdkA adopts
the mature pattern of expression, being selectively expressed in
horizontal cells and the germinal marginal zone. In contrast,
expression of mdkB commences between 42 and 48 hpf in the
ventronasal retina. Between 50 and 96 hpf, mdkB expression
expands throughout the differentiating retina in the ganglion
cell layer and the vitread INL. This pattern of expression
persists into adulthood. Following light lesions, mdkB
expression is strongly upregulated, and it expands scleras to
include horizontal cells. These data suggest a role for these
signaling molecules in guiding proliferation and/or differenti-
ation of retinal stem/progenitor cells both during development
and regeneration.
doi:10.1016/j.ydbio.2006.04.103
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Pten dependence distinguishes hematopoietic stem cells
from leukemia-initiating cells
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Recent advances have highlighted extensive phenotypic
and functional similarities between normal stem cells and
cancer stem cells. This raises the question of whether it will
be possible to develop therapies that eliminate cancer stem
cells without eliminating normal stem cells. We addressed
this by examining the effect of deleting the Pten tumor
suppressor. Conditional deletion of Pten in adult hemato-
poietic cells led to myeloproliferative disease within days
and transplantable leukemias within weeks. Pten deletion
also promoted hematopoietic stem cell (HSC) proliferation.
However, this cell autonomously led to HSC depletion,
preventing these cells from stably reconstituting irradiated
mice. In contrast to leukemia-initiating cells, HSCs were
therefore unable to maintain themselves without Pten. These
effects of Pten deficiency were largely mediated by mTor as
they could be inhibited by rapamycin. Rapamycin not only
depleted leukemia-initiating cells but also restored normal
HSC function. Mechanistic differences between the mainte-
nance of normal stem cells and cancer stem cells can thus
be targeted to eliminate cancer stem cells without damaging
normal stem cells.
doi:10.1016/j.ydbio.2006.04.104
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Pluripotency versus lineage differentiation of embryonic
stem cells
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Lineage segregation at gastrulation requires precise control
of multiple redundant signaling pathways in time and space.
Mouse embryonic organizing centers secrete molecules that
block or stimulate key pathways such as TGFh, Wnt, and
Nodal. At gastrulation, expression of genes that maintain
pluripotency of the epiblast (and ES cells) declines, allowing
expression of lineage-restricted genes in ectoderm, mesoderm,
and embryonic endoderm. It has recently been demonstrated
that ‘‘stem cell factors’’ such as Sox2, Oct4, and nanog bind
directly and repress the expression of many lineage determina-
tion genes. Canonical Wnt signaling has been suggested to be
crucial to the maintenance of stem cell state and embryos null
for select members of the canonical Wnt signaling pathway are
characterized by an expansion of neural tissue at the expense of
mesoderm. Because they express genes typical of the inner cell
mass and epiblast, ES cells are have been widely employed as a
model system to study signaling cascades in differentiation. In
our ES cell monolayer differentiation scheme, over-expression
of a dominant-negative Tcf-4 protein (blocking canonical Wnt
signaling) lead to decreased proliferation and increased
differentiation of neural precursors. In a similar fashion, over-
expression of nanog caused a large increase in Sox-3-positive
neural precursors. Currently, we are constructing mouse ES cell
lines that will inducibly express the dominant-negative Tcf-4 or
nanog, as well as expressing these factors in human ES cells, to
further explore their role in proliferation and differentiation of
ES cells. Supported by NIH P20 GM069985, NS-039438.
doi:10.1016/j.ydbio.2006.04.105
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